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Figure 1 Osmotic downshock assay. MJF465 (mscL-, mscS-, mscK-) (DE3) 
strain hosting a, EcMscL; b, full-length SaMscL; c, SaMscL(CΔ26) and d, empty 
vector were plated on the LB-agar plates with ampicillin and grown overnight after 
osmotic shock. The three MscL constructs protected the cells from osmolysis; 
whereas, the empty vector did not. One of the four repeats is shown. 
 
SUPPLEMENTARY INFORMATION
doi: 10.1038/nature08277
www.nature.com/nature 1
 Figure 2 Electron density maps of SaMscL(CΔ26). a, The initial MIRAS 
experimental map extended to 4.2 Å resolution by density modification. b, 
Anomalous difference Fourier maps of WO4 (white, 4.7 Å), S32C+Hg (red, 6.5 Å), 
S69C+Hg (magenta, 7.0 Å), A87C+Hg (cyan, 4.5 Å) contoured at 5-7×σ level. c, 
σA-weighted 2Fo-Fc map contoured at 1.2×σ level. d, The same map as in c, 
zoomed in the central regions of intersubunit TM1-TM2’ pair. 
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 Figure 3 Crosslinking products of SaMscL(CΔ26), full-length SaMscL and 
MtMscL. Lanes a and b: SaMscL(CΔ26) crosslinked at 13:1 and 255:1 
DCCD:protein molar ratios, respectively. Lanes c and d: full-length SaMscL 
crosslinked at 16:1 and 316:1 DCCD:protein molar ratios, respectively. Lane e: 
the crosslinking products of MtMscL at 94:1 DCCD:protein molar ratio. 
doi: 10.1038/nature08277 SUPPLEMENTARY INFORMATION
www.nature.com/nature 3
 Figure 4 The interfaces between TM1 and TM2’ in SaMscL(CΔ26) (a) and 
MtMscL (b). The interfacial residues from TM1 and TM2’ are labeled with green 
and black fonts, respectively. The carbon atoms in SaMscL(CΔ26) structure are 
colored in yellow, while those in MtMscL are in light blue. In both structures, 
oxygen and nitrogen atoms are in red and blue, respectively. 
doi: 10.1038/nature08277 SUPPLEMENTARY INFORMATION
www.nature.com/nature 4
 Table 1 Data collection and structure refinement statistics (MIRAS) 
 Native 1 Native 2 (S32C) Na2WO4 A87C+CH3HgCl
Data collection     
Space group I432 
Cell dimensions       
    a (Å) 137.51 138.59 138.47 137.74 
Wavelength (Å) 
1.00462 1.00000 1.54178 1.00000 
Resolution (Å) * 
50-4.2  
(4.35-4.2) 
50-3.8 
(3.89-3.8) 
50-4.7 
(4.87-4.7) 
50-4.25 
(4.42-4.25) 
Rmerge 0.044 (0.510) 0.040 (0.776) 0.060 (0.772) 0.040 (0.694) 
I/σI 48.0 (7.0) 41.8 (3.3) 32.6 (4.6) 32.9 (2.3) 
Completeness (%) 
99.1 (100.0) 99.4 (100.0) 98.0 (100.0) 94.4 (90.8) 
Redundancy 
21.3 14.0 16.0 12.0 
     
Refinement     
Resolution (Å) 50-3.80    
No. reflections 2211    
Rwork/ Rfree 0.291/0.312    
No. atoms 748    
B-factors (Å2) 243    
R.m.s deviations     
    Bond lengths (Å)  0.0104    
    Bond angles (°) 2.02    
*Highest resolution shell is shown in parenthesis. 
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